It is suggested to use a range of exposure times for a given length of incubation and to select the correct intervals by subsequent microscopic inspection.
. (3) Preparation of slides:
MEYER
Step 3 contains two specifications departing from those of Gomori. The first of these is best discussed together with the changes proposed sub 4. The second concerns the use of a "negative" control on the same slide to serve as the end point for the "differentiating" step 7. A similar suggestion was made previously (5) for liver isolated and liver in the presence of brain.
The addition of optimal amounts of NaC1 greatly reduces this discrepancy.
Nevertheless, the picture of apparent enzyme concentrations of different tissues obtained by comparing the thickness of precipitate after isolated incubation may favor the tissues with high concentrations.
The two errors ought to have a tendency to cancel out, since they go in opposite directions, but we don't know to what extent this may actually be the case.
SUMMARY
The shortcomings of Gomori's method for the histochemical demonstration of the enzyme phosphamidase lie in the need for a long incubation period and for the distinction between reaction products due to enzyme action and those due to spontaneous hydrolysis of the substrate. A modification of his method is suggested which permits reduction of the incubation period to about a fourth and eliminates the need to distinguish between reaction products of different origin in brief incubations.
The suggested procedure is free from erratic failures to obtain positive results. As tested for brain, the overall pictures of enzyme distribution are uniformly reproducible.
Variability of results is reduced to the occasional occurrence of small areas in which no precipitate has formed. It is felt that with these changes the method is ready to be subjected to a more advanced stage of investigation, as for instance the preservation of the enzyme content during fixing, dry-freezing, etc.
ADDENDUM Further exploration of the technique described has shown the need for specification of an additional item, as follows: A buffer mixture containing 38 mM NaOH and 50 mM maleic acid is made up. To 900 ml. of buffer, add 34.6 ml.
